. Time course for calorimetric reaction of β-sitosterol with Liebermann-Burchard reagent. Figure S2 . UV-Vis spectrum for calorimetric reaction of β-sitosterol with LiebermannBurchard reagent.
For intra-assay precision, samples were run in triplicate at five different concentration levels on the same day. For inter-assay precision samples were run at five different concentration levels on three different days, each in triplicate for each day. Precision is indicated by the %RSD with an acceptance of ± 2 %RSD. Spike recovery was determined by standard addition method. Here, to 0.5 mL of stock nanoparticle suspension of β-Sit was added 1 mL of standard solution of β-Sit at three concentration levels; that is 0.4, 0.8 and 1.5 mg/mL. The spiked samples were extracted by shaking with DCM for 30 minutes. Absorbance of the recovered sample was measured using a microplate reader. Amount of β-Sit in the recovered sample was determined from the standard curve.
Recovery was determined using the equation below with acceptance level of ±5%
Where [ ] = concentration. The effect of different nanoparticle formulation parameters were investigated one at a time by keeping other factors constant and varying one factor along with sonication amplitude. Results are presented as Mean ± SD, n = 3. Effect of varying feeding drug concentration on particle size, size distribution, zeta potential and drug loading efficiency were investigated. Concentration of polymer used was fixed at 20 mg/mL, Ethyl acetate was used for PLGA nanoparticle formulation while acetone was used for PEG−PLA nanoparticle formulations. Sonication power amplitude was 30 %, organic to aqueous phase ratio being 5:1, duration of solvent evaporation 15 hours.
